Modifications to the tube-agglutination procedure which Schaefer developed for serotyping of organisms of the Mycobacterium avium-M. intracellulare-M. scrofulaceum complex are proposed.
Recent work (1, 3, 4, 6-9, 11, 12) suggests that the agglutination procedure with which Schaefer (10) discovered distinct serotypes among organisms of the Mycobacterium avium-M. intracellulare-M. scrofulaceum complex is the key to better understanding of the ecology of these organisms and the epidemiology of tuberculosis-like disease they cause in animals and man. Despite its potential, however, Schaefer's procedure is not in widespread use. The reason for this is not clear, but one of the deterrents must be the fact that the procedure is involved, laborious, and expensive. We have found that minor modifications to Schaefer's procedure reduce from 44 to 22 the number of hyperimmune rabbit antisera that need be prepared, reduce by 80% the expenditure of antisera and of bacterial suspensions of strains being identified, yet leave its capacity to distinguish the 22 serotypes of the M. avium-M. intracellulare-M. scrofulaceum complex almost unimpaired. This note describes the modified procedure and compares its effectiveness with the original.
One antiserum (instead of the 2 required by the original procedure) is prepared for each of the 22 serotypes. Rabbits are hyperimmunized with reference strains as described by Schaefer (10) , but the bacterial suspensions that are used are prepared according to Yoder and Schaefer (13) .
To determine the agglutinin titer, 0.1-ml volumes of progressive dilutions of antisera in phenolized phosphate-buffered saline (13) and equal volumes of homologous bacterial suspensions prepared in the same way as those with which rabbits are immunized are mixed in scratch-free tubes (7 by 50 mm) and incubated at 35 C for 20 hr. (The 0.1-ml volumes are onefifth of the volumes used by Schaefer.) Agglutination is read in oblique fluorescent light against a black background in a darkened room. Agglutination that is complete or almost complete and is scored as 4 or 3+ on the scale used by Schaefer (10) retested with the appropriately absorbed antisera at concentrations corresponding to four or eight times their titer prior to absorption. Agglutination tests are performed, read, and scored as described above.
To confirm the effectiveness of the modified procedure, we arranged that 80 strains previously serotyped by Schaefer's procedure be presented to us as coded "unknowns" to be serotyped by the modified procedure. All known serotypes with the exception of serotype 3 serotype, and the code number by which they were known while serotyping was in progress are shown in Table 1 . Designations of reference strains against which antisera were prepared, patterns of cross-agglutination that the antisera displayed, and the serotype of strains with which absorption was made are shown in Table 2 . Our failure to obtain a reference strain for the recently discovered and rare serotype 3 (5) meant that no antiserum against this serotype could be prepared.
The agglutinability of 76 strains that remained in stable suspension is shown in Ta 
